Previous methods for the estimation of cholesterol in urine were unsuitable for a routine hospital laboratory either because of the time involved in their performance or because they did not make any separation of the cholesterol from the steroids which were also extracted. The method of Gardner and Gainsborough (1925) 
Previous methods for the estimation of cholesterol in urine were unsuitable for a routine hospital laboratory either because of the time involved in their performance or because they did not make any separation of the cholesterol from the steroids which were also extracted. The method of Gardner and Gainsborough (1925) involved extraction of the urine over a period of 4 5 days and the method of Bloch and Sobotka (1938) used 25 litre samples of urine. The method of Mirsky (1932) and the modification of Sobotka, Bloch and Rosenbloom (1940) were more suitable for routine use, but required considerable manipulation and also did not prevent the interference in the colour reaction due to steroid metabolites. The method of Neustadt, Howard and Mverson (1946) is simpler to use than those of the previous writers, but suffers from the fact that the cholesterol is determined on only a small portion of the chloroform extract which also contains the steroids ; and owing to the necessity of having to use the British Ilford filters instead of the American type for which it was originally designed, I myself have found the method unreliable.
Cholesterol in the urine has been shown by Mirsky (1932) , Neustadt et al. (1946) and Gardner and Gainsborough (1925) to be present in the free and in the esterified forms. Therefore, the urine must be hydrolvsed to decompose the esters. This process requires careful control since excess heating may destroy cholesterol. The cholesterol must then be extracted by a solvent such as chloroform and the amount of cholesterol estimated in the extract. The use of the well-known Ljebermann-Burchard reaction for the estimation of the cholesterol raises some difficulties, since it has been known for a long time that it is by no means specific for cholesterol. Kagi and Miescher (1939) Technique. A twenty-four hour specimen of urine is collected and preserved with 10 ml. concentrated HC1. 500-1,000 ml. of this sample is placed in a 3 litre conical flask with 50-100 ml. of concentrated HC1 and 100 ml. of chloroform. This mixture is boiled very gently under a reflux for 10 minutes. It is vital that the boiling is gentle and it should be such that a thin stream of bubbles rises from the chloroform : more vigorous boiling may cause decomposition of the cholesterol, fhe mixture is cooled in running water and transferred to a large separating funnel and shaken vigorously for 3 minutes. The resulting chloroform emulsion is drawn off and centrifuged for a few minutes and the aqueous layer discarded. There is usually some thick sludge lying on top of the chloroform and the sludge and chloroform should be stirred with a glass rod for 1 minute when it will be found that the sludge breaks up into smaller portions and the whole mixture is passed through a Whatman No. 43 filter paper into a 500 ml. separating funnel. The extraction ?f the urine is again repeated twice with two 100 ml. portions of chloroform. The combined chloroform extracts are washed twice with 30 ml. of 30% NaOH and twice with 30 ml. of distilled water. The chloroform extract is evaporated to dryness a water bath, care being taken not to overheat it. The dried extract is redissolved 111 10 ml. acetone and transferred to a Pyrex test tube io which 2 ml. of digitonin solution are added, the tube closed and left at least four hours for complete pre (Mirsky, 1932) and there may be an increase in hepatic and biliary disease, and in typhoid fever (Sobotka, Bloch & Rosenbloom, 1940 Neustadt (1946) or increasing the chances of an appreciable loss of cholesterol and steroids, which has been shown to occur by Talbot and Ivangstrath (19159) and Oesting (1937) . A method for the estimation of cholesterol in urine is described using a simultaneous hydrolysis and extraction which minimises the loss of cholesterol.
2.
By precipitating with digitonin, interference of other substances is diminished.
I}.
The recovery rate is shown to be about 45%.
